Introduction
Prostate cancer is the most commonly diagnosed cancer in men and is the second leading cause of cancer deaths in men after non-melanoma skin cancer. According to the United States National Cancer Institute, it was estimated that almost 241 740 men would be diagnosed with prostate cancer in the United States alone in 2012 and more than 28 170 would die of prostate cancer. Despite considerable advances in prostate cancer research, this cancer is still associated with significant mortality and morbidity [1] . The risk factors involved in the development of prostate cancer include advancing age, race and family history. If detected in the early stage of disease, prostate cancer is considered curable by surgical excision methods, radiotherapy and androgen deprivation therapy [2] . However, in a percentage of men disease recurs, is frequently refractory to treatment and this is associated with poor prognosis. It is thought there is a population of prostate tumour cells that have the capacity to invade and metastasize, with bone being the most common metastatic site. Autopsy studies have found that more than 80% of men who die of prostate cancer have metastatic boney lesions [3] .
The current prostate specific antigen (PSA) screening tool has allowed early detection of prostate cancer, when still locally confined. PSA is a protein produced by the cells in the prostate gland. The PSA screening tool measures the level of PSA in the blood where a high PSA level is indicative of the presence of cancer. However, benign conditions may also show elevated levels of PSA. Therefore, the PSA screening tool has significant limitations resulting in false positives. Further, it is unable to distinguish the aggressive tumours requiring immediate intervention from those that are more appropriately managed by regular surveillance. Thus, there is considerable interest in identifying and discovering new prognostic and diagnostic markers for prostate cancer, particularly markers that can identify those tumours likely to progress to a more aggressive state.
Prostatic intraepithelial neoplasia (PIN), in particular high-grade PIN have been identified as precursors to prostate cancer. High-grade PIN is an abnormal condition of the prostate gland and is considered a pre-malignant condition. Studies have reported that approximately 30% of men with high-grade PIN lesions will develop prostate cancer [4] . Atypical small acinar proliferation (ASAP) is also a precursor to prostate cancer. ASAP lesions mimic cancer and have been found to be strongly predictive of subsequent prostate cancer, with approximately 60% of men with ASAP found to subsequently develop prostate cancer [5] . The progression of prostate cancer may be driven by the accumulation of genetic and epigenetic changes, leading to the activation of oncogenes and inactivation of tumour suppressor genes [6] . These changes lead to the development of PIN and ASAP which may progress into localised invasive cancer and finally metastatic tumours.
Metastasis is a multistep event and it arises when there is a loss of tumour cell adhesion to the primary site leading to cell detachment. These cells then invade through the extracellular matrix (ECM) and subsequently adhere to secondary sites. The transition from a normal prostate gland to the formation of PIN and to invasive and metastatic cancers involves alterations in the cell surface adhesive receptors, integrins. Integrins play important roles in normal prostate development where they are involved in the interaction of the prostate epithelial cells with the ECM and also influence cell signalling, growth, survival and differentiation. During metastasis, changes in integrin expression results in changes in the tumour cell adhesion to adjacent cells and to the ECM leading to increased cell motility. Thus, integrins are key players in metastatic events since they mediate cell to cell (homotypic) and cell to ECM (heterotypic) interactions of prostate cells.
Integrins
Integrins belong to a superfamily of transmembrane glycoprotein receptors involved in mediating cell to cell and cell to ECM interactions. They exist as heterodimers composed of α and β subunits bound by non-covalent bonds. To date, 18 α subunits and 8 β subunits have been identified, which can associate to form 24 unique complexes (Table 1) with the different αβ combinations possessing distinct ligand binding specificities [7, 8] . There are three distinct regions in each integrin subunit with each subunit containing an extracellular domain, a transmembrane domain and a short intracellular domain.
The extracellular regions of the α and β subunits together form the ligand binding site. The most common ligands for integrins are large ECM proteins such as laminin, fibronectin, collagen and vitronectin. These ECM proteins (except for laminin and collagen) have a common arginine-glycine-aspartic acid (RGD) motif, whereas integrins recognise laminin and collagen through cryptic RGD sites. In addition, there are some integrins that interact with other adhesion molecules such as cadherins, intracellular adhesion molecules (ICAMs) and vascular adhesion molecules (VCAMs), expressed on leukocytes and endothelial cells. By grouping the integrins according to integrin ligand specificity, the collagen binding integrins are α1β1, α2β1, α3β1, α10β1, α11β1 and α6β4, the laminin binding integrins are α1β1, α2β1, α3β1, α6β1, α7β1 and α6β4 and the RGD recognising integrins are α5β1,αvβ1, αvβ3, αvβ5, αvβ6, αvβ8 and α IIb β3. However, integrins can frequently bind several ligands (as outlined in Table 1 ), permitting redundancy in signalling as multiple integrins are generally present on any particular cell surface. As an integrin binds to its ligand, it undergoes structural changes which affect the ligand binding affinity [9] . This affinity is also determined by the cytoplasmic signals from within the cell which affects the molecular interactions at the integrin cytoplasmic domain influencing the degree of cell adhesion. This is refered to as inside-out signaling. Integrins also play a role in signal transduction where they transduce extracellular signals to the interior of the cell, refered to as outside-in signaling. Such signalling can affect cell migration, differentiation, survival and proliferation [10] [11] [12] . When bound to the ECM proteins, integrins recruit a range of adaptor proteins, and activate various signalling pathways. For example, integrin clustering activates the focal adhesion kinases (FAK), Src family kinases, Rac and Rho GTPases leading to the recruitment of cytoskeleton proteins such as talin, α-actinin, vinculin, paxillin and tensin [13] . Activation of these kinase pathways and cytoskeleton proteins contributes to changes in cell architecture, adhesion and migration on the ECM [14] .
Roles of integrins in cancer progression
While integrins mediate cell attachment, ligation of integrins by the ECM proteins induces cell migration by generating the traction required for invasion. In cancer, expression of integrins that are involved in cell adhesion are frequently altered, leading to cell proliferation, migration and metastasis. Previous studies in which integrin expression levels were correlated to the different stages of human tumours and the pathological outcomes (metastasis, recurrence, survival), implicated a number of integrins in cancer progression [15] [16] [17] [18] [19] [20] [21] [22] [23] [24] [25] . These integrins include αvβ3, α2β1, α3β1 and α6β1. In contrast integrin α4β1 is associated with tumour suppression [26] .
Integrin αvβ3 has been associated with tumour progression in a range of cancers including lung cancer, gastric cancer, breast cancer and prostate cancer [15] [16] [17] [18] . Integrin αvβ3 remains the most well-studied integrin involved in tumour progression. Interestingly, integrin αvβ3 is usually only expressed in activated leukocytes, macrophages, platelets and osteoclasts and not normally expressed in epithelial cells. It has been found to mediate adhesion of breast cancer cells to bone matrix and also facilitate migration of breast cancer cells in bone sialoprotein [19, 27] . In colon cancer, blocking integrin αvβ3 resulted in a decrease in tumour metastasis and improved survival in mice [21] . This integrin was also found to bind to periostin, which is upregulated in epithelial ovarian cancer cells, and promotes cell adhesion and migration [22] .
Changes in integrin α2β1 have also been associated with tumour progression with loss of integrin α2β1 resulting in the induction of breast cancer cell metastasis in vivo, suggesting that integrin α2β1 is a metastasis suppressor [23] . The re-expression of α2β1 in breast cancer cells reversed some of the tumourigenic properties of the cells [24] . In contrast, in prostate cancer, integrin α2β1 was found to induce prostate cancer cell metastasis to the bone [25] . Thus, this suggests that integrin function is cell type and context dependent. This was evident in a study by Zhang et al., where integrin α2 knockout mice, when challenged with B16F10 melanoma cells showed increased tumour angiogenesis correlating with increased vascular endothelial growth factor receptor 1 (VEGFR-1) [28] . However, the α2 knockout mice bearing Lewis Lung carcinoma (LLC) cells showed no difference in tumour angiogenesis. Further analysis showed that the integrin α2β1-dependent angiogenesis involves the secretion of placental growth factor (PLGF) which was produced by B16F10 cells but not the LLC cells. These data suggest that integrin expression is cell type and context dependent where it is dependent on the interactions of the host factors with the surrounding microenvironment.
Roles of integrins in prostate cancer progression
Integrins are expressed in normal prostate basal cells and are required for the interaction of the cells with surrounding stroma which influences their growth, survival and differentiation potential. These integrins include α2β1, α3β1, α5β1 and α6β4 [29] [30] [31] [32] [33] . Altered expression of integrins affects cell adhesion to adjacent cells and to the ECM and such affects have been observed in solid tumours and prostate cancer cell lines. Table 2 highlights the most well characterised integrins involved in prostate cancer progression, migration and invasion, and these integrins are discussed below.
Bonkhoff et al. (1993) investigated the expression of integrin α2β1 in normal, hyperplastic and neoplastic human prostate tissue as well as lymph node metastases samples. Results showed downregulated α2β1 in 70% of the hyperplastic samples compared to normal prostate tissues. However, α2β1 was upregulated in the lymph node metastases compared to primary lesions. In another study, the role of integrin α2 in prostate cancer metastasis was investigated [34] . Immunofluorescence staining showed the presence of α2 and β1 subunit clusters in bone metastatic prostate cancer cells (C4-2B) and not in the lymph node metastatic prostate cancer cells (LNCaP), in contrast to the findings of Bonkhoff et al. which reported α2β1 upregulation in lymph node metastasis. The functional blocking of the integrin α2 subunit with antibodies in the C4-2B bone metastatic prostate cancer cell line resulted in reduced adhesion and inhibiton of invasion to collagen I [34] . The role of α2β1 in bone metastasis is further supported by a study by Hall et al. (2006) . A collagen-binding LNCaP cell line was derived (LNCaPcol) and showed increased levels of α2β1 with associated increased migration towards collagen I [35] . In an in vivo analysis of these cells, in which LNCaPcol was injected into the tibia of nude mice, the LNCaPcol injected mice developed bone tumours. A follow-on study was conducted to investigate the signalling pathways involved in α2β1 stimulated migration [25] . RhoC guanosine triphosphatase activity was increased by five to eight fold in collagen binding cell lines, CB-2B and LNCaPcol compared to non-collagen binding LNCaP. These results support the idea that ligation of collagen I to α2β1 activates the RhoC signalling pathway, which mediates prostate cancer invasion and metastasis to the bone.
A microarray study was conducted on 111 individuals with localised prostate cancer who had undergone radical prostectomy, including 60 individuals who had tumour recurrence after a follow-up of 123 months [36] . In this study increased integrin α3 and α3β1 expression were found to be related to worse outcome with strong α3 and α3β1 expression associated with higher incidence of recurrence. In another microarray study performed on five prostate cancer cell lines (LNCaP, DU145, PC3, LAPC-4 and 22Rv1) and 13 prostate cancer xenografts, integrin α4 showed decreased expression associated with deletion of the integrin α4 locus [26] . Since all samples were derived from metastases, it suggests that integrin α4 could be a tumour suppressor. Interestingly, integrin α7 has also been identified as a tumour suppressor [13] . The prostate cancer cell lines, PC3 and DU145 were transfected with integrin α7 expression vector and implanted in SCID mice. After six weeks, the volume of the tumours were measured and compared to mice transfected with control vector. Results showed re-duced tumour volume and fewer metastases in the integrin α7 vector transfected mice. Further analysis of metastasic potential using a wound-healing assay showed reduced rates of migration in both PC3 and DU145 cells overexpressing integrin α7. Thus, these studies support the notion that integrin α7 inhibits cell migration and acts as a tumour suppressor.
An early study using DU145 and PC3 cells, which express integrin α IIb β3, suggested that integrin α IIb β3 is also involved in prostate cancer metastasis [37] . Although both cell lines express integrin α IIb β3, immunofluorescence data showed different localisation patterns of the integrin. In DU145 cells the integrin localizes to focal contact sites whereas in PC3 cells, it is mainly intracellular. Interestingly, when both the tumourigenic cell lines were injected intraprostatically into SCID mice, only the DU145 cells metastasized. Further analysis by flow cytometry with an antibody to α IIb β3 showed higher expression of α IIb β3 in DU145 cells isolated from the prostate when compared to DU145 cells from the subcutaneous tissue. Therefore, the data suggests that integrin α IIb β3 is involved in the metastatic progression of prostate tumours. Recently, integrin α5β1 also has been found to be important in cell adhesion in prostate cancer cells [38] . When integrin α5β1 was blocked with an antibody, a decrease in the number of adherent PC3 cells to fibronectin was observed. Partial inhibition of the PC3 cell migration and the formation of quasi-spherical cell shape changes were observed, suggesting a reversal to a less mesenchymal phenotype. In addition, the blocking of α5β1 resulted in weak expression of the cytoskeletal proteins F-actin and α-actinin suggesting a weak cell-fibronectin interaction. Thus, these results support the idea that integrin α5β1 plays an important role in the adhesion of PC3 cells to fibronectin and the migration of PC3 cells.
Integrin αvβ3 has also been identified to be involved in prostate cancer metastasis. Zheng et al. (1999) , found expression of integrin αvβ3 in 16 prostate cancer specimens but not in normal prostate epithelial cells. The highly metastatic and invasive PC3 cell line also expresses integrin αvβ3 but not the non-invasive LNCaP cell line [39] . These αvβ3 expressing PC3 cells and the primary prostate cancer cells were found to adhere and migrate on vitronectin. When LNCaP cells were transfected with a αvβ3 expression plasmid to induce αvβ3 expression, LNCaP cells also adhered to and migrated on vitronectin. Thus, this study suggests that αvβ3 is potentially involved in prostate cancer invasion and metastasis. A following study found integrin αvβ3 to be involved in bone metabolism and angiogenesis [40] . To investigate how inhibition of integrin αvβ3 in cells native to the bone would affect prostate cancer bone metastasis, a prostate cancer cell line that expresses little or no integrin αvβ3 was chosen. Interestingly, in this study, PC3 cells were used as they found undetectable levels of αvβ3 by FACS analysis and by using antibody staining. This is conflicting with the previous study which reported expression of αvβ3 in PC3 cells and it is possible that this is due to the use of different types of antibodies. Regardless, PC3 cells were injected directly into human bone fragments which were previously implanted subcutaneously in SCID mice and the mice were treated with anti-β3 antibody fragment (m7E3 F(ab') 2 ). This antibody only blocks the human bone-derived αvβ3. After two weeks of treatment, inhibition of integrin αvβ3 resulted in a reduced proportion of antigenically-human blood vessels within tumourbearing bone implants. In addition, a reduction in the rate of tumour cell proliferation with-in the bone implants, reduced osteoclast number and degradation of calcified bone tissue were observed.
The integrin α6 can pair with either β1 or β4 subunits and it binds to laminin. The integrin α6β4 is a laminin receptor and is known as a hemidesmosome complex, mediating cell attachment to the ECM. It acts as the junctional complex on the basal cell surface and is involved in the attachment of epithelial cells to the adjacent basement membrane. In contrast, integrin α6β1 has been found to be involved in the cell migratory phenotype. The expression and distribution of integrin α6β1 in normal, hyperplastic and neoplastic prostate tissue and lymph node metastases was examined [33] . Approximately 85% of the grade I and grade II tumours and also the lymph node metastases showed upregulation of integrin α6β1, compared to normal and hyperplastic samples. Staining showed clusters of α6β1 receptors in acinar basement membranes which suggests integrin α6β1 is important in mediating cell attachment to the basement membrane. Then, Nagle et al. (1994) , found that while most of the prostate carcinoma tissues they tested displayed downregulation of integrins, the majority of these samples expressed α6β1 [41] . This is consistent with the loss of integrin β4 in the carcinoma samples. In a separate study, integrin β4 was found to be absent in prostate carcinoma tissues and only present in normal prostate glands and PIN lesions [42] , supporting the previous study. Therefore, these data suggest that integrin β4 is lost during cancer progression and therefore, integrin α6 is preferentially paired with the β1 subunit, forming α6β1. A following study found a variant form of integrin α6, α6p which was expressed in DU145, LNCaP and PC3 prostate cancer cell lines but not expressed in the normal prostate cells, PrEC [32] . This α6p variant also binds to both the β1 and the β4 subunits and has three times longer half-life than α6. Recently, King et al. (2008) investigated the role of integrin α6β1 in prostate cancer migration and bone pain in a novel xenograft mouse model [43] . The human prostate cancer cells (PC3N), were stably transfected to overexpress either the cleavable wild type (PC3N-α6-WT) which forms the α6p variant or the uncleavable (PC3N-α6-RR) form of integrin α6. The α6 subunit can be cleaved via Urokinase-type Plasminogen Activator (uPA) treatment and the cells were directly injected and sealed into the femur of a mouse. After 21 days, tumour cells expressing wild-type integrin α6 (non-cleavable) showed a significant decrease in bone loss, unicortical or bicortical fractures and decreased ability of tumour cells to reach the epiphyseal plate of bone and prevented movement evoked pain, compared to the cleavable a6 integrin. Thus, these results suggest that blocking of integrin α6 cleavage in prostate tumour cells results in decreased tumour cell migration within the bone and reduced bone fractures and pain.
Epithelial-mesenchymal transition
Epithelial cell structure is maintained by cell-cell interactions involving tight junctions and desmosomes and these cells are non-motile. In contrast, mesenchymal cells do not have cellcell contacts but have distinct cell-ECM interactions and cytoskeletal structures and are motile. Epithelial-mesenchymal transition (EMT) is a series of events where the cell-cell and cell-ECM interactions are altered resulting in detachment of epithelial cells from the sur-rounding tissue followed by rearrangement of the cytoskeleton to confer the ability to move through a three-dimensional ECM and the induction of a series of new transcriptional signaling pathways to maintain the mesenchymal phenotype [42] . This process is important in embryonic development, particularly in gastrulation and segment formation. However, more recently, EMT has been implicated in carcinogenesis. EMT involves a multistep process in which the non-motile epithelial cells are tranformed into motile invasive cells [43] . This process is quite similar to the onset of the invasive metastasis process where there is a transition from a benign to aggressive tumour phenotype, involving the detachment of tumour cells from the primary site followed by invasion through the ECM (Figure 1) . The reverse of the EMT process is known as mesenchymal-epithelial transition (MET), which facilitates tumour cell attachment at secondary sites. EMT involves a series of signalling processes. Firstly, it involves the break-down of cell-cell interactions leading to loss of E-cadherin expression and the upregulation of mesenchymal markers such as N-cadherin, vimentin and the transcription factors Snail, TWIST and ZEB family members. Then, it is followed by a loss of cell polarisation and cytoskeleton remodelling. Finally, changes in cell adhesion occur leading to cell detachment and the activation of proteolytic enzymes; matrix metalloproteinases (MMPs) [44] . The initiation of EMT is tissue and context dependent and may not involve all EMT markers [45] . There are various stimuli from outside the cell which regulate EMT within the tumour microenvironment. These include the binding of transforming growth factor-β (TGFβ) to the TGFβ receptor (TGFβr), growth factors such as epidermal growth factor (EGF), fibroblast growth factor (FGF) and hepatocyte growth factor (HGF) which bind to the tyrosine-kinase receptor (TKR), the highly conserved Wnt/β-catenin pathway and also integrin signalling which activates the FAK signalling pathway [46, 47] . Since integrins are involved in cell adhesion and signalling, it is possible that integrins can initiate and mediate EMT and invasion in tumour progression (Figure 1 ). E-cadherin is a type-I cell-cell adhesion glycoprotein and is a major inducer of EMT as loss of E-cadherin results in decreased cell adhesion and thus, increased cell motility. It is expressed by most epithelial tissues and it forms the tight junction connecting adjacent cells and thus, the formation of stable cell-cell contact. Loss of E-cadherin has been associated with tumour progression and metastasis in breast cancer, prostate cancer, colorectal cancer and gastric cancer [44] [45] [46] [47] [48] . Besides genetic and epigenetic factors, transcription factors such as the zinc finger proteins, Snail, Slug, ZEB1, ZEB2 and the basic helix-loop-helix protein, TWIST are involved in the repression of E-cadherin. The zinc finger proteins repress E-cadherin by binding to the E-box motif in the E-cadherin promoter. The role of the Snail transcription factor on E-cadherin has been studied in epithelial tumour cell lines of different origins including bladder cancer, pancreatic cancer and colon cancer. Most of the cell lines showed an inverse correlation between E-cadherin and Snail expression levels and when Snail was transfected into the cell lines that express high E-cadherin levels, it resulted in down-regulation of E-cadherin [49] . It has been proposed that Snail and ZEB2 initiate the silencing of E-cadherin by modifying chromatin organisation of the gene [50] . Subsequently, Slug and ZEB1 have been proposed to be responsible for maintaining the repression of Ecadherin and thus, maintenance of the mesenchymal phenotype [51] .
Integrin
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TGFβ signaling is the main inducer of EMT in the development of cancer. Interestingly however, the TGFβ response is context-dependent where it can either act as a growth inhibitor or it can induce tumour progression by promoting angiogenesis, immune suppression and preventing apoptosis [52, 53] . The main role of TGFβ is to induce apoptosis and thus, it generally acts as a tumour suppressor during the early stages of cancer progression. However, frequent loss-of-function mutations in TGFβ have been observed in cancer, which is associated with the progression of cancer by inducing cell metastasis. Multiple signalling pathways are involved in the induction of EMT by TGFβ including the Wnt/β-catenin pathway and integrin signalling pathways. Ligation of the TGFβr results in the activation of Smad2 and Smad3 and constitutive phosphorylation of Smad4 [54] . These Smads then bind to ZEB1 and ZEB2 to repress E-cadherin expression [55] [56] [57] . Miyaki et al. (1999) found increased mutations in Smad 4 as the stage of colorectal tumours advanced, suggesting that inactivation of Smad 4 in the TGFβ signalling pathway induces tumour metastasis [58] .
Activation of the TKR by growth factors has also been found to induce EMT. Stimulation of the breast cancer cell line, PMC42-LA with EGF resulted in E-cadherin downregulation and upregulation of vimentin expression [59] . This is followed by increased cell adhesion and migratory capacity suggesting the upregulation of integrins upon EGF treatment. Integrins have also been linked to EMT as discussed below. 
Roles of integrins and EMT in cancer
To date, studies on the involvement of integrins in EMT during cancer progression have been limited, particularly in prostate cancer. Here we highlight the recent studies which correlate integrins (implicated in prostate cancer) and EMT. EMT involving changes in the expression of cadherins has been observed in prostate cancer progression [44] . Loss of Ecadherin (epithelial marker) expression has been correlated with increased tumour grade, with 46 out of 92 prostate tumour samples showing reduced or absence of E-cadherin staining when compared to non-malignant prostate samples [45] . In contrast N-cadherin (mesenchymal marker), was not expressed in normal prostate tissue but expressed in the poorly differentiated areas of prostate cancer specimens, where E-cadherin was absent [44] . These studies suggest that switching of cadherin expression correlates with prostate cancer metastasis.
Collagen type I which is the ligand of integrin α2β1 was found to induce the disruption of E-cadherin adhesion complexes in pancreatic cancer [60] . The study suggested that binding of collagen type I to α2β1 activates FAK phosphorylation which enhances tyrosine phosphorylation of β-catenin and causes the disassembly of the E-cadherin complex. In addition, Shintani et al. (2008) showed that activation of integrin α2β1 by collagen type I together with activation of the discoidin domain receptor 1 (DDR1) induces N-cadherin expression [61] . Furthermore, high E-cadherin was observed in suspended PC3 cells and the expression decreased as cells attached to a fibronectin substrate, whereas N-cadherin expression was 4fold lower in suspension cells compared with attached cells [62] . Blocking of the integrin β1 by the AIIB2 antibody resulted in no increase of N-cadherin expression in PC3 cells, suggesting that integrin β1-mediated cell adhesion to fibronectin is involved in regulating Ncadherin expression in prostate cancer. The study also investigated the regulation of Ncadherin by Twist1 (a transcription factor that regulates mesenchymal gene expression). Knockdown of Twist1 expression in PC3 cells resulted in decreased N-cadherin expression and inhibition of cell migration. Interestingly, blocking of integrin β1 correlated with inhibition of nuclear accumulation of Twist1 following cell attachment. Therefore, these data suggest that the integrin β1-mediated adhesion is regulated through Twist1 accumulation and activation of N-cadherin.
Integrins have also been shown to activate latent TGFβ. TGFβ is involved in tissue homeostasis and is both a tumour suppressor and tumour inducer, as outlined above. Tumour cells have increased secretion of TGFβ which induces EMT [63] . Studies have found that TGFβ can be activated by integrins. Bates et al. (2005) , developed a colon cancer model of EMT, where EMT can be induced in the LIM 1863 colon cancer cell line by exposure to TGFβ. This model showed that EMT resulted in upregulation of integrin αvβ6. This occurs through the Ets-1 transcription factor and integrin αvβ6 was found to promote the activation of autocrine TGFβ in post-EMT to stabilize and sustain EMT and also promote cell migration on fibronectin [64] . In another study, in order to study the role of TGFβ, stable clones of truncated TGFβ were generated in non-transformed mouse mammary ductal epithelial cells (NmuMG) [65] . The truncated TGFβ resulted in blocking of TGFβ-mediated growth inhibition, Smad-mediated transcriptional activation, AKT signaling pathways and EMT. However, this did not block the TGFβ-mediated p38MAPK activation. Further, blocking of integrin β1 with antibody resulted in inhibition of p38MAPK and EMT progression. Therefore, these results suggest that TGFβ-induced EMT is dependent on both p38MAPK activation and integrin β1 which thus suggests the cooperation of TGFβ and integrins in the modulation of EMT progression.
The mesenchymal transcription factor Snail plays a role in EMT by repressing E-cadherin. A study investigated the regulation of integrin αv expression by Snail in epithelial Madin-Darby canine kidney (MDCK) and A431 cells [66] . Upregulation of integrin αv was observed in MDCK Snail transfected cells and A431 Snail transfected cells. Further investigation showed expression of integrin αv was mediated directly through its promoter by the Snail transcription factor. In addition, MDCK Snail transfected cells showed increased cell migration towards osteopontin, the ligand for integrin αvβ3 in bone. Therefore, these data suggest that Snail enhances cell migration, at least in part, by regulating integrin expression in cells. A more recent study which involved stable transfection of Snail into ARCaP and LNCaP prostate cancer cell lines, found a decrease in cell adhesion and increase in cell migration on collagen I and fibronectin [67] . The Snail transfected ARCaP cells were then subjected to flow cytometry and results showed downregulation of integrin α5, α2 and β1, which was reversed by Snail knockdown.
A microarray study undertaken to examine 19 primary prostate tumours showed 65% loss of E-cadherin in metastatic tumour samples compared to primary tumours [18] . The expression levels also correlated with a 71% loss of integrin β4 when comparing metastatic to primary tumours. These results suggest that progression of prostate cancer involves the loss of E-cadherin and a possible involvement of E-cadherin in regulating integrin β4 expression.
More recently, a study has found expression of ZEB1 which is a dual zinc finger transcription factor and a known regulator of EMT to repress integrin β4 expression in PC3 cells [68] . Further, transient transfection of ZEB2 in the colon cancer cell line, SW480 was found to upregulate the expression of integrin α5 [69] . Knockdown of ZEB2 resulted in suppression of integrin α5 and the cells displayed reduced cell invasion. In addition, ZEB2 was found to cooperate with the SP1 transcription factor to activate the integrin α5 and vimentin promoters and thus, induction of the mesenchymal gene during EMT in cancer progression.
Integrins as therapeutic targets
As previously discussed, integrins have been shown to mediate tumour progression, tumour cell metastasis and EMT in both in vitro and in vivo models. Thus, these preclinical studies have suggested that integrins could be a novel therapeutic target to prevent cancer progression, including prostate cancer. Currently, studies have been focused on targeting integrin αvβ3 in breast cancer, ovarian cancer and prostate cancer. Integrin αvβ3 is likely to be a good cancer angiogenesis target because it is highly expressed on tumour-associated new blood vessels and the surface of most epithelial tumours cells.
There are currently antibody-type inhibitors (LM609, MEDI-522, CNTO95, c7E3, 17E6) or peptide-type inhibitors (Cilengitide, ATN-161) under investigation. However, here only inhibitors that have been tested specifically on prostate cancer models will be reviewed. MEDI-522 is a humanized monoclonal antibody specific for integrin αvβ3 and a phase I dose escalation trial was conducted in 25 individuals with a variety of metastatic solid tumours which included, breast, colorectal, melanoma, non-small cell lung cancer, ocular mel-anoma, renal, sarcoma and prostate cancers [70] . Participants in the trial were treated on a daily basis with dosages ranging from 2 to 10 mg/kg/wk, intravenously. Treatment showed a possible effect on tumour perfusion with an increase in mean transit time of blood through target tumour lesions after 8 weeks. There were no significant toxicities observed in the treated individuals, with only mild constitutional and gastrointestinal symptoms observed. Only two individuals with metastatic renal cancer remained on treatment and showed prolonged stable disease for 1 or 2 years, respectively, suggesting MEDI-522 may have clinical activity in metastatic renal cancer. Currently, a phase II, randomized, open-label, two-arm, multicenter study of MEDI-522 in combination with docetaxel (an anti-mitotic, standard chemotherapy drug), prednisone (a glucocorticoid prodrug), and zolendronic acid (a bisphosphonate) in individuals with metastatic androgen-independent prostate cancer has just been completed. However, the results of the trial have not been documented yet.
CNTO95 is a fully human antibody that recognizes the integrin αv. It binds to both integrin αvβ3 and αvβ5 [71] . CNTO95 was found to inhibit adhesion and migration of HUVECs (human umbilical vein endothelial) and A375.S2 (human melanoma) cells on vitronectin, fibrinogen, gelatin and fibrin, which are ligands for integrin αvβ3 and αvβ5. In an in vivo study, CNTO95 inhibited the growth of human melanoma tumours in nude mice by approximately 80% and reduced final tumour weight by 99%, thus suggesting it has antitumour effects. A phase I clinical study was conducted in 24 individuals with a variety of advanced solid tumours. However, there were no individuals with prostate cancer included in this study. CNTO95, administered intravenously, was generally well tolerated with no adverse side effects. Individuals with ovarian cancer showed a prolonged stable disease with CNTO95 treatment and a 9 month partial response was observed in one individual with angiosarcoma. Interestingly, the partial response was observed in an individual with tumour expressing integrin αvβ1 and not αvβ3, suggesting a broad specificity for integrin αv. Currently, a phase II study of CNTO95 in combination with docetaxel for the first-line treatment of individuals with metastatic hormone refractory prostate cancer has been completed, although the results have yet to be documented.
Cilengitide is a cyclic peptide that is a potent and selective inhibitor of integrin αvβ3 and αvβ5 mediated cell adhesion. In a phase I study, Cilengitide was administrated as a continuous infusion in 4 week cycles at doses of 1, 2, 4, 8, 12, 18, 27, and 40mg/h in 25 individuals with a variety of solid tumours including prostate cancer. This study showed that Cilengitide was generally well tolerated as a continuous infusion and only mild side effects were observed. However, the variable dose did not affect tumour size. This lack of dose-response could be because the lowest dose was as effective as the highest dose. Interestingly, two phase II studies on Cilengitide were conducted by the same research team [72, 73] . In the earlier study, Cilengitide was administrated at 500 mg and 2000 mg, intravenously twice weekly in 44 asymptomatic individuals with metastatic castrate resistant prostate cancer (CRPC) [72] . The treatment was randomized and well tolerated and at the endpoint at 6 months, 9% of participants treated with 500 mg Cilengitide and 23% of participants treated with 2000 mg Cilengitide showed no tumour progression, suggesting better outcomes with the higher dose. The majority of the participants showed stable disease for 9 months. In the second phase II study, Cilengitide was adminitrated at 2000 mg, intravenously twice weekly until toxicity or progression in individuals with non-metastatic CRPC [73] . This treatment was well tolerated although two grade three toxicities (atrial fibrillation) were observed. In addition, Cilengitide showed no detectable clinical activity in this study.
Conclusion
The in vivo, in vitro and clinical studies reviewed here have shown that integrins are a promising therapeutic target in cancer progression and metastasis including prostate cancer.
Since integrins are involved in mediating cell adhesion, deregulation of integrins leads to tumour invasion and metastasis. Studies have also found integrins to be involved in EMT in cancer progression. This occurs by either direct activation of the integrin and its signalling pathway or by activating the TGFβ pathway and also mediating EMT transcription factors. However, studies on the involvement of integrins and the pathways involved in EMT is still very limited. Therefore, further studies are warranted to clarify the processes underlying integrin involvement in EMT in cancer progression. To date, there are still no clinical studies investigating the effect on EMT of integrin inhibitors. These studies will improve our understanding of the integrin mediated EMT pathway and the effects on tumour metastasis. Since bone metastasis is the major cause of prostate cancer related death, targetting integrins using integrin inhibitors could potentially prove valuable in the prevention of the development of prostate cancer boney lesions.
